represent mean ± SEM from three independent growth curves, each performed in triplicate. *: two-tailed t-test, p<10 -2 . (F) Slot blot analysis to test γH2AX antibody specificity. The γH2AX and H2AX peptides used for immunization were blotted at increasing indicated amount. The membrane was then probed with γH2AX antibody. Schematic representation of the measurement of γH2AX nano-foci DNA content. The whole procedure is summarized in bullet points as follows: i) the nucleus of a cell (excluding the nucleoli) and each γH2AX nano-focus are segmented; ii) the sum of all voxel in the segmented nucleus corresponds to the total integrated DAPI intensity (indicated as "2."); iii) for each γH2AX nano-focus, the DAPI values of each voxel belonging to the segmented volume are summed (indicated as "1."); iv) the resulting values are then normalized over the total integrated DAPI intensity (indicated as "3."); v)
this provides the fraction of total DAPI embedded in a single nano-focus, independent of the local DNA condensation state; vi) finally, to estimate the DNA content, the DNA fractions were corrected for the total genome size (determined by spectral karyotyping, Unir "50 vs 100" Kruskal-Wallis < 1e-3 S5C Unir "75 vs 100" Kruskal-Wallis < 5e-2 S5C 0.5 h "0 vs 25" Kruskal-Wallis < 1e-2 S5C 0.5 h "0 vs 50" Kruskal-Wallis n.s. S5C 0.5 h "0 vs 75" Kruskal-Wallis < 1e-3 S5C 0.5 h "0 vs 100" Kruskal-Wallis < 1e-3 S5C 0.5 h "25 vs 50" Kruskal-Wallis < 1e-2 S5C 0.5 h "25 vs 75" Kruskal-Wallis < 1e-3 S5C 0.5 h "25 vs 100" Kruskal-Wallis < 1e-3 S5C 0.5 h "50 vs 75" Kruskal-Wallis < 1e-3 S5C 0.5 h "50 vs 100" Kruskal-Wallis < 1e-3 S5C 0.5 h "75 vs 100" Kruskal-Wallis < 1e-2 S5C 3 h "0 vs 25" Kruskal-Wallis < 1e-3 S5C 3 h "0 vs 50" Kruskal-Wallis n.s.
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S5C
3 h "0 vs 75" Kruskal-Wallis < 1e-3 S5C 3 h "0 vs 100" Kruskal-Wallis < 1e-3 S5C 3 h "25 vs 50" Kruskal-Wallis < 1e-2 S5C 3 h "25 vs 75" Kruskal-Wallis < 1e-3 S5C 3 h "25 vs 100" Kruskal-Wallis < 1e-3 S5C 3 h "50 vs 75" Kruskal-Wallis < 1e-3 S5C 3 h "50 vs 100" Kruskal-Wallis < 1e-3 S5C 3 h "75 vs 100" Kruskal-Wallis < 1e-2 S5C 24 h "0 vs 25" Kruskal-Wallis < 1e-2 S5C 24 h "0 vs 50" Kruskal-Wallis n.s.
24 h "0 vs 75" Kruskal-Wallis < 1e-3 S5C 24 h "0 vs 100" Kruskal-Wallis < 1e-3 S5C 24 h "25 vs 50" Kruskal-Wallis < 1e-3 S5C 24 h "25 vs 75" Kruskal-Wallis < 1e-3 S5C 24 h "25 vs 100" Kruskal-Wallis < 1e-3 S5C 24 h "50 vs 75" Kruskal-Wallis < 1e-2 S5C 24 h "50 vs 100" Kruskal-Wallis < 1e-3 S5C 24 h "75 vs 100" Kruskal-Wallis n.s. Indicated are the mean number of γH2AX (nano-)foci ± SD as well as the median (in brackets). *: assessed as percentage of γH2AX nano-foci or clusters relative to the median value from 0.5h (100%). Note that percentages are comparable between nano-foci and clusters, indicating that the cut-off distance from Supplementary Figure 6B did not impede the analysis of DDR.
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